
U.S. Patent Jim. 20, 1989 sheet 1 of 10 4,840,896 




cl.'-.s: 



US. Patent jun. 20, 



1989 



Sheet 2 of 10 4,840,896 



EcqRI 





££fiRI(0.94m.u.) 
.. Hind III 



\ 



mHI 



( ( (5556R/B J j 



Sail 



/ 



Nde I 



PBR322' / 



FIG 2 




\ Methylate Eco Rl SITE 
I DIGEST W/ Nde 1 
\ DIGEST W/S1 NUCLEASE 
|ADDE£fiRI LINKERS 
DIGEST W/ Eco RI+ BAM HI 



| ^ pSVHR > ^ 
\ <2% w \— Hind 111 

\ 



Bam HI 
(0.14 m.u.) 



Ken" 
LATE 

PROMOTER 



j LIGATE 

j DIGEST W/ £a!l 

j TRANSFORM E. coli 




Ec^Rl HW'" 



DIGEST W/E£oRI 
+ BAM HI 



■ £, - ! jO.G.Fh'- 



U.S. Patent Jun. 20, 1989 Sheet 3 of 10 4,840,896 



l DIGEST W/ Hindi" 

I LIGATETO QhCG 
f cDNAw/HM III ENDS 




j DIGEST W/Kpn I 

I LIGATE TO SV40 DNA 
{ DIGESTED W/Kpn I 




FIG 3 



U.S. Patent jun. 20, 1989 



Sheet 4 of 10 4,840,896 



Ava II 



fEco Rl) 
KEDl 



(0.64m.u.) Kon | 

Ava Ik Ava. II (0.77 m.u.) 

Ava II 



Ava II 



Hind III 



I pBR322/Kpn J 



Pvu II 

DIGEST W/ 
| Kon U Hind I 




Ava 

| DIGEST W/ Ava II 
| TREAT W/ KLENOW 

| ISOLATE 682 B.P. 

Ill 



T 



I ADD Hind 
{LINKERS 

I DIGEST' 
_}Hind III 4 



W/ 
Kpnl 



LIGATE 



Bam HI 



/ 




I 

\ 

\ 



266 bp 



Hind III 



\ 



P266 



r 



Bam HI 



\ 



\ Hii 

v 



DIGEST W/ 
Hind III + Bam HI 
FAP. 




FIG 3 

(CONTINUED) 




DIGEST W/ 
Hind III + Bam HI 




ISOLATE a or J3 
hCG INSERT 



LIGATE 





US. Patent jun. 20, \m 

£hC G 



Sheet 6 of 10 4,840,896 



fCQRI 




Mt PROMOTER 
Ecp Rl 



DIGEST W/ Bam HI 



B.A.P. 



Egfl Rl EARLY 
(0.71 m.u..) PROMOTER 
Hind III 

SV40 -^ X X 

'Hind III 



' P«t 2 4 
s\ SV40 /S 



^Bam HI 
(0.14 m.u.) 

I DIGEST W/feaRI 

J DIGEST W/ S1 

LIGATE ON Bam HI 
| LINKERS 

I DIGEST W/ Bam HI 





. US. Patent Jim. 20, 1989 Sheet 7 of 10 4,840,896 




C2. 



;r^-iu.:-.NG. j 



US. Patent Jun. 20, 1989 Sheet 9 of 10 4,840,896 



Kon I 




Eco Rl 



EcoRI 



(F3) 



✓ 



PHCG 
Bam HI 



Hind III + Bam HI 




Bam HI 



T 



Hind 111 + Bam HI 



Ligate 



Ken I 



Hind III 
HCG 




Kpn 1(71 m.u.) 
+ 



Untfl " Bam HI 



E£fiRI (Om.u.) 

Eco Rl- 
LH xv 



Sal I Bam HI 



Kpn I + ggj I 




a HCG 



Bam HI 



T 



Kpn U Sal I 



Ligate 



-•-(.14 m.u.) Bam HI 
(0 m.u.)E£Q Rl 



Kqr l(.71 m.u.) 
Hind III 
cHCG 
: Hind I 

.Eco Rl 

LH 

paLHSWPl 



FIG 9 





U.S.J'atent Jim. 20, 1989 sheet io of io 4,840,896 




